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. NBL2 copy number estimation by qPCR. On the left: relative difference in NBL2 copy number between acrocentric chromosomes shows chromosome 14 has the lowest copy number. On the right: relative NBL2 copy number compared to adjacent region shows chromosome 14 has less than 10 repeat units, while in other chromosomes NBL2 is present in a higher copy number.
DNA FISH on metaphase chromosomes further strengthened this result. We prepared metaphase spreads from lymphocytes of a healthy donor (46XX) and performed hybridization with a DNA probe for NBL2 (700-1330 bp) . In all the metaphases analyzed (around 50), we obtained 6 positive acrocentric chromosomes, two of which are chromosomes 21, and the other four belonging to any of the chromosomes 13, 14 or 15 -however due to their similarity it is difficult to determine which one ( Figure 21 ). Since DNA FISH is a technique sensitive to the size of the region being hybridized, i.e. it is impossible to detect DNA smaller of a certain threshold, we can deduce that the fourth acrocentric chromosome was not visible by DNA FISH because it carries NBL2 in a lower copy number which is not sufficient for creating a visible fluorescent signal, and according to the qPCR data we discussed previously, it may likely be chromosome 14. This could also be explained by sequence heterogeneity of NBL2 repeats, and NBL2 repeats from chromosome 14 could be less similar to NBL2 from chromosome 21 against which primers and probes were designed. Thus, with our experimental setup we may be recognizing them with less affinity. Furthermore, DNA FISH on metaphase chromosomes also revealed that NBL2 sequences are located close to the centromeres of acrocentric chromosomes, rather than along the short arm. . NBL2 copy number estimation by qPCR. On the left: relative difference in NBL2 copy number bet acrocentric chromosomes shows chromosome 14 has the lowest copy number. On the right: relative NBL2 number compared to adjacent region shows chromosome 14 has less than 10 repeat units, while in other chromos NBL2 is present in a higher copy number.
DNA FISH on metaphase chromosomes further strengthened this result. We prepared metap spreads from lymphocytes of a healthy donor (46XX) and performed hybridization with a D probe for NBL2 (700-1330 bp) . In all the metaphases analyzed (around 50), we obtaine positive acrocentric chromosomes, two of which are chromosomes 21, and the other belonging to any of the chromosomes 13, 14 or 15 -however due to their similarity it is diffi to determine which one (Figure 21 ). Since DNA FISH is a technique sensitive to the size of region being hybridized, i.e. it is impossible to detect DNA smaller of a certain threshold, we Background precipitation is determined with IgG. (G) RT-qPCR of TNBL, GAPDH, PUM and hCIRC1.
Total RNA was treated or not with RNAse R in two independent experiments (1 and 2). (Figure 49) . However, the absolute number of NBL2 transcripts per nucleus in HCT116 AZA/TSA treated cells is probably underestimated; due to saturation issues, the very intensive, bright loci cannot be accurately quantified. Zeta stacks were acquired with a wide-field microscope. 
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